The present study investigates whether ClearTaste is mutagenic/genotoxic by employing it as a test article in bacterial reverse mutation (Ames test) and in vitro human peripheral blood lymphocyte micronucleus assays conducted by a Good Laboratory Practice certified third party as parameterized by the United States Food and Drug Administration. ClearTaste is a taste modulator derived from the filtrate of submerged Cordyceps sinensis and is typically processed into a powder. It functions as a bitter, sour, astringency, metallic and lingering aftertaste mitigator/blocker. The Ames test includes revertant colony counts almost exclusively less than 100/ plate and significantly fewer ClearTaste counts as opposed to known mutagen counts. The micronucleus assay reported cytotoxicity exclusively < 25% for doses up to 2,000 μg/L with Cytokinesis Block Proliferation Indices less than water and statistically significant differences between micronucelated cells post dosing compared to cyclophosphamide and vinblastine controls. The conclusion of these data is that ClearTaste is neither muta-nor carcinogenic.
Introduction
The commercialization of any novel ingredient/foodstuff is requisitely accompanied by safety tests. The present journal article discusses bacterial reverse mutation (Ames test) and in vitro human peripheral blood lymphocyte (HPBL) micronucleus assays utilizing ClearTaste, a novel taste modulating powder made through the culturing of Cordyceps sinensis, as a test article. ClearTaste was discovered at MycoTechnology, Inc. in July 2014.
Taste modulation has been the subject of much interest over the decades in part due to the discipline's important economic implications in driving consumer preference. While the perception and modulation of all five conventional tastes have been intensely investigated and better understood over the last 2-3 decades, food science has taken particularly extensive measures to identify novel bitter blockers, an effort perhaps only matched by the investigation of sweetness intensifiers [1] [2] [3] [4] [5] [6] [7] [8] . ClearTaste is unique as a bitter blocker being that it is derived through the culturing of a fungus. When used at proper concentrations (typically < 50 ppm) ClearTaste can also mitigate sour, metallic and lingering off tastes. ClearTaste's functionality makes it highly alluring to the food and flavor industry, heightening the pertinence of this journal article.
The purpose of reverse mutation and micronucleus assays are, respectively, to investigate the extent to which a test article is mutagenic or genotoxic/induces chromosome instability. Reverse mutation assays analyze frameshift and basepair substitution mutations in Salmonella typherium and Eschericia coli. Micronucleus assays monitor the extent that micronuclei, small cytoplasmic membrane bodies carrying pieces of or an entire chromosome due to a malfunctioning anaphase, form when exposed to a test article. Known mutagens and micronuclei inducers are used as control articles in each test, respectively. These tests determine an important aspect of food safety and are essential to informing potential consumers about the nature of novel food. Some physicochemical properties and the proximate analysis of ClearTaste are shown in Tables 1 and 2. auxotrophs TA98, TA100, TA1535 and TA1537 as described by Ames et al. [9] and Escherichia coli WP2 uvrA as described by Green and Muriel [10] .
Tester strains TA98 and TA1537 are reverted from histidine dependence (auxotrophy) to histidine independence (prototrophy) by frameshift mutagens. Tester strain TA1535 is reverted by mutagens that cause basepair substitutions. Tester strain TA100 is reverted by mutagens that cause both frameshift and basepair substitution mutations. Specificity of the reversion mechanism in E. coli is sensitive to basepair substitution mutations rather than frameshift mutations. Salmonella tester strains were derived from Dr. Bruce Ames' cultures; E. coli tester strains were from the National Collection of Industrial and Marine Bacteria, Aberdeen, Scotland. Historical data for the test system is provided in Table 3 . Historical data are more important in micronucleus assays for determining outcomes of the assay but are included herein for the Ames assay for those interested.
Preparation of tester strain
Overnight cultures were prepared by inoculating from the appropriate frozen permanent stock into a vessel containing 30-50 mL of culture medium. To assure that cultures were harvested in late log phase, the length of incubation was controlled and monitored. Following inoculation, each flask was placed in a shaker/incubator programmed to begin shaking at 125-175 rpm and incubating at 37 ± 2°C for approximately 12 h before the anticipated time of harvest. Each culture was monitored spectrophotometrically for turbidity and was harvested at a percent transmittance yielding a titer of greater than or equal to 0.3 × 10 9 cells/mL. The actual titers were determined by viable count assays on agar plates.
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Frequency and route of administration
The test system was exposed to ClearTaste via the plate incorporation methodology originally described by Ames et al. [9] and updated by Maron and Ames [11] . Water was the vehicle of choice. ClearTaste B.K. Soni, J.P. Langan Toxicology Reports 5 (2018) 196-206 formed workable suspensions in water at concentrations of approximately 1-50 mg/mL with sonication at 37°C for 70 min.
Preliminary toxicity assay
The preliminary toxicity assay was used to establish the dose-range over which ClearTaste would be assayed. TA98, TA100, TA1535, TA1537 (Salmonella typherium) and WP2 uvrA (Escherichia coli) were exposed to the vehicle alone and ten dose levels of ClearTaste, with a single plate/condition, on selective minimal agar in the presence and absence of Aroclor-induced rat liver S9. Dose levels for the mutagenicity assay were based upon the absence of post-treatment toxicity.
Mutagenicity assay
TA98, TA100, TA1535, TA1537 and WP2 uvrA were exposed to water alone, the positive controls 2-nitrofluorene, sodium azide, 9-aminoacridine, methyl methanesulfonate and five dose levels of ClearTaste, in triplicate, in the absence of Aroclor-induced rat liver S9 and in its presence was identically treated but for the control only having been 2-aminoanthracene.
Confirmatory mutagenicity assay
TA98, TA100, TA1535, TA1537 and WP2 uvrA were exposed to water alone, positive controls 2-nitrofluorene, sodium azide, 9-aminoacridine, methyl methanesulfonate and 2-aminoanthracene and five dose levels of ClearTaste, in triplicate, in the presence and absence of Aroclor-induced rat liver S9.
Treatment of test system
To confirm the sterility of the S9 and Sham mixes, a 0.5 mL aliquot of each was plated on selective agar. To confirm the sterility of ClearTaste and the water, all ClearTaste dose levels and the vehicle used in each assay were plated on selective agar with an aliquot volume equal to that used in the assay. These plates were incubated under the same conditions as the assay.
One-half (0.5) milliliter of S9 or Sham mix, 100 μL of tester strain (cells seeded) and 100 μL of vehicle or ClearTaste dilution were added to 2 mL of Petri plates with 0.8% m/v BBL select agar, 0.5% m/w sodium chloride, 50 mM each of L-histidine, D-biotin and L-tryptophan at 45 ± 2°C. When plating the positive controls, the ClearTaste aliquot was replaced by a 50 μL aliquot of appropriate positive control. After vortexing, the mixture was overlaid onto the surface of 25 mL of minimal bottom agar containing 0.8% m/v BBL select agar and 1.5% mv Vogel-Bonner minimal medium E. After the overlay had solidified, the plates were inverted and incubated for 48-72 h at 37 ± 2°C. Plates that were not counted immediately following the incubation period were stored at 2-8°C until colony counting could be conducted.
Criteria for determination of a valid test
The following criteria must be met for the mutagenicity and confirmatory mutagenicity assays to be considered valid:
All Salmonella tester strain cultures must demonstrate the presence of the deep rough mutation (rfa) and the deletion in the uvrB gene. Cultures of tester strains TA98 and TA100 must demonstrate the B.K. Soni, J.P. Langan Toxicology Reports 5 (2018) 196-206 presence of the pKM101 plasmid R-factor. All WP2 uvrA cultures must demonstrate the deletion in the uvrA gene. All cultures must demonstrate the characteristic mean number of spontaneous revertants in the vehicle controls as follows: TA98, 10-50; TA100, 80-240; TA1535, 5-45; TA1537, 3-21; WP2 uvrA, 10-60.
To ensure that appropriate numbers of bacteria are plated, tester strain culture titers must be greater than or equal to 0.3 × 10 9 cells/mL.
The mean of each positive control must exhibit at least a 3 fold increase in the number of revertants over the mean value of the respective vehicle control.
A minimum of three non-toxic dose levels is required to evaluate assay data. A dose level is considered toxic if one or both of the following criteria are met: (1) A > 50 % reduction in the mean number of revertants per plate as compared to the mean vehicle control value. This reduction must be accompanied by an abrupt dose-dependent drop in the revertant count. (2) At least a moderate reduction in the background lawn (background code 3, 4 or 5).
Evaluation of test results
For ClearTaste to be mutagenic it must cause a dose-related increase in the mean revertants/plate of at least one tester strain over a minimum of two increasing concentrations of ClearTaste.
Data sets were judged positive if the increase in mean revertants at the peak of the dose response was equal to or greater than 2 times the mean vehicle control value. An equivocal response is a biologically relevant increase in a revertant count that partially meets the criteria for evaluation as positive. This could be a dose-responsive increase that does not achieve the respective threshold cited above or a non-dose responsive increase that is equal to or greater than the respective threshold cited. A response was evaluated as negative if it was neither positive nor equivocal.
2.3. In vitro human peripheral blood lymphocyte micronucleus assay
Characterization of test and control articles
The vehicle used to deliver ClearTaste to the test system was water supplied by Gibco, CAS # 7732-18-5. Dilutions were prepared immediately before use and delivered to the test system at room temperature under filtered light. Controls besides water were cyclophosphamide and vinblastine.
Vinblastine was dissolved in sterile distilled water to stock concentration of 0.0005, 0.00075, and 0.001 mg/mL (final concentrations of 5, 7.5, and 10 ng/mL, respectively) as the positive control in the nonactivated test system. Cyclophosphamide was dissolved and diluted in sterile distilled water to stock concentrations of 0.25, 0.5 and 0.75 mg/ mL (final concentrations of 2.5, 5 and 7.5 μg/mL, respectively) for use The numerical marking '1′ shown after the automatic count indicates normal background. The abbreviation 'NP' indicates non-interfering particulate. 2AA is 2-aminoanthracene.
B.K. Soni, J.P. Langan Toxicology Reports 5 (2018) 196-206 as the positive control article in the S9-activated test system. Since the non-activated and S9-activated treatments were tested concurrently, the positive control for the non-activated 4 h exposure groups was eliminated. For each positive control article, one dose level exhibiting a sufficient number of scorable cells was selected for analysis. The vehicle for ClearTaste was used as the vehicle control for each treatment group. Cytochalasin B was dissolved in DMSO to a stock concentration of 2 mg/mL. It was used at 6 μg/mL concentration to block cytokinesis.
Test system
HPBLs were obtained from healthy, non-smoking individuals. For the preliminary toxicity work a 22 year old female had HPBLs collected on April 4th, 2016. For the micronucleus assay a 29 year old female donated HPBLs on April 19th, 2016.
The donors had no recent history of radiotherapy, viral infection or the administration of drugs. This system has been demonstrated to be sensitive to the genotoxicity test for detection of micronuclei of a variety of chemicals according to Clare et al. [12] .
Preparation of target cells
HPBLs were cultured in complete medium (RPMI-1640 containing 15% fetal bovine serum, 2 mM L-glutamine, 100 units penicillin, 100 μg/mL streptomycin) by adding 0.5 mL heparinized blood to a centrifuge tube containing 5 mL of complete medium with 2% phytohemagglutinin. The cultures were incubated under standard conditions (37 ± 1°C in a humidified atmosphere of 5 ± 1% CO 2 in air) for 44-48 h.
Exogenous metabolic activation system
Aroclor 1254-induced rat liver S9 was used as the metabolic activation system. The S9 was prepared from male Sprague-Dawley rats that were injected intraperitoneally with Aroclor 1254 (200 mg/mL in corn oil) at a dose of 500 mg/kg, five days before sacrifice. The S9 (Lot No. 3563, Exp. Date: 15 Dec 2017) was purchased commercially from MolTox (Boone, NC). Upon receipt the S9 was stored at −60°C or colder until used. Each bulk preparation of S9 was assayed for its ability to metabolize benzo(a)pyrene and 2-aminoanthracene to forms mutagenic to Salmonella typhimurium TA100. 
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The S9 mix was prepared on the day of use and contained 1 mM β-nicotinamide-adenine dinucleotide phosphate, 1 mM glucose-6-phosphate, 6 mM potassium chloride, 2 mM magnesium chloride and 20 μL/mL S9 homogenate.
Preliminary cytotoxicity test
HPBLs were exposed to water alone and nine dose levels of ClearTaste with half-log dose spacing using single cultures. Precipitation of test article dosing solution in the treatment medium was determined using the unaided eye at the beginning and conclusion of treatment. Dose levels for the micronucleus assay were based upon visible precipitate in the treatment medium at the conclusion of the treatment period. In treatment groups with lack of cytotoxicity or visible precipitate in the treatment medium, the highest dose tested was 2000 μg/mL.
Micronucleus assay
Based on the results of the preliminary toxicity test, the doses selected for testing in the micronucleus assay were 100, 250, 500, 1000 and 2000 μg/mL in a non-activated treatment condition for 4 and 24 h (with 4 and 0 h recovery times, respectively) in the presence of Aroclorinduced rat liver S9 for 4 h with 20 h recovery time.
Precipitation of the test article dosing solution in the treatment medium was determined using the unaided eye at the beginning and conclusion of treatment. The highest dose evaluated for the micronuclei was selected based on visible precipitate at the end of the treatment period in the 4 h (-S9) and 4 h (+S9) treatments and by the highest dose tested in the micronucleus assay (2000 μg/mL) in the 24 h (-S9) treatment. Two additional doses were included in the evaluation of micronuclei.
Treatment of target cells (Preliminary toxicity test and micronucleus assay)
After the 4 h treatment in the non-activated and the S9-activated studies, the cells were centrifuged, the treatment medium was aspirated, washed with calcium and magnesium free phosphate buffered saline (CMF-PBS), re-fed with complete medium containing cytochalasin B at 6.0 μg/mL and returned to the incubator under standard conditions. For the 24 h treatment in the non-activated study, cytochalasin B (6.0 μg/mL) was added at the beginning of the treatment. 
Collection of cells (Preliminary toxicity test and micronucleus assay)
Cells were collected after being exposed to cytochalasin B for 24 h ( ± 30 min), 1.5-2 normal cell cycles, to ensure identification and selective analysis of micronucleus frequency in cells that have completed one mitosis evidenced by binucleated cells as according to Fenech and Morley [13] . The cytochalasin B exposure time for the 4 h treatment in the non-activated and the S9-activated studies was 20 h ( ± 30 min).
Cells were collected by centrifugation, swollen with 0.075 M KCl, washed with fixative (methanol: glacial acetic acid, 25:1 v/v), capped and may be stored overnight or longer at 2-8°C. To prepare slides, the cells were collected by centrifugation and the cells were resuspended in fresh fixative. The suspension of fixed cells was applied to glass microscope slides and air-dried.
Statistical analysis
Statistical analysis was performed using the Fisher's exact test (p ≤ 0.05) for a pairwise comparison of the percentage of micronucleated cells in each treatment group with that of the vehicle control. The Cochran-Armitage trend test was used to assess dose-responsiveness.
2.3.10. Criteria for determination of a valid test 2.3.10.1. Vehicle controls. The frequency of cells with micronuclei should ideally be within the 95% control limits of the distribution of the historical negative control database, taken in 2014 and shown in Table 3 .If the concurrent negative control data fall outside the 95% control limits, they may be acceptable as long as these data are not extreme outliers (indicative of experimental or human error). Historical data for non-S9 activated and S9 activated systems are shown in Tables  4 and 5. 2.3.10.2. Positive controls. The percentage of micronucleated cells must be significantly greater than the concurrent vehicle control (p ≤ 0.05). In addition, the cytotoxicity response must not exceed the upper limit for the assay (55%). According to the methods of its calculation as shown in Table 7 , cytotoxicity is considered substantial at 55 ± 5%, any test article yielding lower values being considered non-cytotoxic [13] .
2.3.10.3. Cell proliferation. The CBPI of the vehicle control at harvest must be ≥1.4.
Evaluation of test results
The test article was considered to have induced a positive response if at least one of the test concentrations exhibited a statistically significant increase when compared with the concurrent negative control (p ≤ 0.05), the increase was concentration-related (p ≤ 0.05) and results were outside the 95% control limit of the historical negative control data. .
b Visible precipitate was observed in the treatment medium at the conclusion of the treatment period. Table 7 for CPBI and cytotoxicity equations. b Visible precipitate was observed in the treatment medium at the conclusion of the treatment period. Table 7 for CPBI and cytotoxicity equations. b Visible precipitate was observed in the treatment medium at the conclusion of the treatment period.
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Results

Bacterial reverse mutation assay
Sterility and tester strain titer results
No contaminant colonies were observed on the sterility plates for the vehicle control, the test article dilutions or the S9 and Sham mixes. Data for the tester strain titer results are shown in Table 6 .
Preliminary toxicity assay
The results of the preliminary toxicity assays without and with S9 activation are presented in Tables 7 and 8 , respectively. The tables show what ClearTaste and water concentrations were applied to each strain, the average revertant count/plate, the ratio of each ClearTaste dose to that of the water control and the background codes of each revertant count. The greatest ratio of any ClearTaste dose revertant counts to those of the water control was 1.7 for any strain in either table.
Mutagenicity assay
The results of the mutagenicity assays without and with S9 activation are presented in Tables 9 and 10 , respectively. The tables show similar information to Tables 7 and 8 but for the last section which provides data for the mutagenic controls 2-nitrofluorene, sodium azide, 9-aminoacridine and methyl methanesulfonate in Table 5 and 2-aminoanthracene in Table 6 . The greatest ratio of any ClearTaste dose revertant counts to those of the water control was 1.5. The lowest and greatest revertant ratios for any of the mutagenic controls were 10 (2-aminoanthracene) and 555 (sodium azide).
Confirmatory mutagenicity assay
The results of the confirmatory mutagenicity assay are presented in Tables 11 and 12 which show data structured identically to Tables 7-10. The greatest revertant ratio for any ClearTaste dose in either table was 1.5.
Micronucleus assay 3.2.1. Preliminary cytotoxicity test
Results from the preliminary cytotoxicity assay are presented in Tables 13-15 . The results include mono-, bi-and trinucleated cell counts for various ClearTatse doses, Cytokinesis Block Proliferation Index (CBPI) and cytotoxicity data. The greatest cytotoxicity for any ClearTaste dose was 28%. Cyclophosphamide and vinblastine provide maximum cytotoxicity values of 59% and 71%, respectively. Doses having visible precipitate are indicated.
Micronucleus assay
Results from the micronucleus assay for individual exposure groups are shown in Tables 16-18 . These tables show the average percent of micronucleated cells per dose under varying conditions of exogenous metabolic activation and treatment/harvest times. The data show ClearTaste's ability to induce micronuclei formation was not statistically significant though was for each positive control.
Discussion
The results of the bacterial reverse mutation assay indicate that under any of the conditions analyzed ClearTaste did not cause a positive mutagenic response. The results are clear on the matter based on the evaluation criteria. A deeper look at the data shows that ClearTaste does not broach mutagenicity under any experimental circumstance with any average revertant count developed from the data being much lower than the threshold required to confirm mutagenicity.
The results of the micronucleus assay indicate that ClearTaste does not induce micronuclei formation when exposed to HPBLs in vitro according to cytotoxicity and statistical comparisons of mononucleated cell development. It can be concluded that ClearTaste poses neither mutagenic nor genotoxic safety issues.
The results displayed and discussed herein indicate that ClearTaste as manufactured by MycoTechnology is safe for incorporation into the food supply according to its intended use, typically at < 50 and up to 1000 ppm, in view of the qualities tested. These results are not necessarily to be expected given that some mushrooms are mutagenic and others not [15] .While C. sinensis is not discussed in the referenced study, the study implies that fungal material should be assessed for mutagenic and genotoxic potential to be sure of these safety considerations.
Positive results in either assay could indicate the presence of aflatoxin [16] , though not all mycotoxins register as mutagens in such assays, as some will only register as mutagenic under certain exogenous metabolic activation systems [16, 17] . It is not surprising that no sign of mycotoxin was found as C. sinensis has never been reported to create any mycotoxin but given the complexities involved in mutagenesis and genotoxicity it should still be required to conduct such tests to decisively conclude that a novel foodstuff, even in view of literature generally conferring safety to related items, isn't mutagenic or genotoxic according to the parameters of GLP reverse mutation and micronucleus assays [18] [19] [20] [21] [22] . The present study continues to confer safety to products derived from C. sinensis.
The authors submit that to fully understand the nature of ClearTaste's safety, studies regarding non-genotoxic mechanisms of carcinogenesis should be conducted to finalize comprehension of ClearTaste's full carcinogenic potential [23] [24] [25] . With that consideration it is understood that most carcinogenic compounds are mutagenic/ genotoxic. According to the literature the work herein addresses ∼90% of possible carcinogens with the Ames test alone, constituting an important contribution in confirming important aspects of ClearTaste's safety [19] .
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